Mycoplasma is of countless fear in avian mycoplasmosis. Their popularity in salable fowl is influencing reasonable victims in Pakistan. The breathing ailment in Balochistan in layer flocks is affecting frugally massive damages. This manuscript describes the serological and polymerase chain reaction established incident of Mycoplasma gallisepticum. Mycoplasmas gallisepticum is branded for affecting respirational illness in layers. The antibodies existence of Mycoplasma gallisepticum is testified here in sera trials (N = 720) in 60 farms with breathing indications in Quetta district, Pakistan. Blood samples were confirmed for Mycoplasma gallisepticum antibody/antigen presence by serum plate agglutination and by enzyme-linked immunosorbant assay. In layer flocks, the Mycoplasma gallisepticum antibodies detected by plate agglutination test and enzyme linked immunosorbant assay were 21% and 35% respectively. The lung tissue samples were processed for isolation of Mycoplasma gallisepticum by culturing in Pleuropneumonia like organism broth and agar and DNA was extracted from cultures by Puregene Gentra kit. Field cultures from lung tissue samples (N=1112) were analysed to identify the Mycoplasma gallisepticum occurrence was 19% yielded a PCR product of 730 bp. An early diagnosis of disease caused by Mycoplasma gallisepticum the serum plate agglutination, enzyme linked immunosorbent assay are helpful and diagnosis should be further confirmed by polymerase chain reaction.
Polymerase chain reaction (PCR)
In this study primers which amplify 16s rRNA gene were used to recognize Mycoplasma gallisepticum from cultures isolated from layers lung tissue samples. The reaction mixture was prepared in a laminar flow cabinet. For 50µl PCR reaction the mixture was as under. Briefly, the PCR mix was prepared with PCR grade H2O 27.75µl, reaction buffer (10X) 5µl, MgCl2 (Vivantis, USA) 3µl, dNTPs (Vivantis, USA) 4µl, Taq (Vivantis, USA) 0.5µl, Forward and Reverse primer (Genelink, USA) 2.5 µl each. The MG primers used in this study were consisted of the following sequences; PCR master mix of 45 μl was prepared from above composition and put into PCR tubes under a safety cabinet. A 5µl DNA (PCR amplicon was mixed into all PCR tubes. All tubes were placed in a PCR thermo-cycler (Applied Biosystems, USA) for the following cycles: 40 cycles: 94°c for 5 minutes, 94°c for 60 seconds, 55°c for 60 seconds, 72°c for 120 seconds, (final extension): 72°c for 7 minutes and soak at 4°c. The amplified PCR product was exposed to agarose gel electrophoresis with 2% agarose, 1% TAE buffer and 0.5 μg/mL ethidium bromide. Each of the amplified products was loaded with 5μL in the individual wells of the gel. First and last well of every row was loaded with a DNA ladder of 100 bp (Vivantis, S., Coast Highway Suite 1, Oceanside CA 92054, 1012, USA). The electric current of 100 volts was applied for 30 min. The resulting bands were visualized under Ultra Violet trans-illuminator Dolphin-View (WEALTEC, USA) gel documentation system (WEALTEC, USA).
Results

SPA and ELISA Test
Mycoplasma gallisepticum antigen/antibody sense by SPA plus ELISA in layer blood samples (N=720) from sixty farms were 166/720 (23%) and 238/720 (33%) respectively (Table 1) . 
Conclusions
The losses to the commercial layers can be reduced through the routinely serological screening, quick decision of use of antibacterial cure and execution of firm biosecurity procedures. It can be recommended that poultry birds transported from other provinces for sale into Balochistan should be screened for Mycoplasma gallisepticum and 
